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Abstract
Major vault protein (MVP) is the predominant constituent of the vault particle, the largest known
ribonuclear protein complex. Although emerging evidences have been establishing the links
between MVP (vault) and multidrug resistance (MDR), little is known regarding exactly how the
MDR activity of MVP is modulated during cellular response to drug-induced DNA damage
(DDR). Bleomycin (BLM), an anti-cancer drug, induces DNA double-stranded breaks (DSBs) and
consequently triggers the cellular DDR. Due to its physiological implications in hepatocellular
carcinoma (HCC) and cell fate decision, 14-3-3ε was chosen as the pathway-specific bait protein
to identify the critical target(s) responsible for HCC MDR. By using LC-MS/MS-based proteomic
approach, MVP was first identified in the BLM-induced 14-3-3ε interactome formed in HCC
cells. Biological characterization revealed that MVP possesses specific activity to promote the
resistance to the BLM-induced DDR. On the other hand, 14-3-3ε enhances BLM-induced DDR by
interacting with MVP. Mechanistic investigation further revealed that 14-3-3ε, in a
phosphorylation-dependent manner, binds to the phosphorylated sites at both Thr52 and Ser864 of
the monomer of MVP. Consequently, the phosphorylation-dependent binding between 14-3-3ε
and MVP inhibits the drug-resistant activity of MVP for an enhanced DDR to BLM treatment.
Our findings provide an insight into the mechanism underlying how the BLM-induced interaction
between 14-3-3ε and MVP modulates MDR, implicating novel strategy to overcome the
chemotherapeutic resistance through interfering specific protein-protein interactions.
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The development of multidrug resistance (MDR) during chemotherapeutics is the major
barrier for an effective cancer therapy.1 It is known that the altered expression of some drug
transporter proteins, such as p-glycoprotein (P-gp), multidrug resistance-associated proteins
(MRPs), and breast cancer resistance protein (BCRP),2–3 are responsible for developing
MDR. These transporter proteins act as ATP-dependent molecular pumps, which extrude a
number of anti-cancer drugs from cells, thus decreasing their concentration around
intracellular targets1. In addition to these drug transporter proteins, a 110kDa vesicular
protein, termed lung resistance-related protein (LRP), was identified in a number of the
cancer cell lines and tumors that showed intrinsic resistance to chemotherapeutic drugs.4–7
LRP was initially found overexpressing in a non-small cell lung cancer cell line with MDR
that does not express P-gp.4 Screening of an expression library led to identification of LRP
as the human form of MVP, the major component of vaults.7 Vaults are the largest cellular
ribonuclear protein complexes with the molecular weights of approximately 1.3×104 kDa
and were characterized as the evolutionarily conserved barrel-shaped structure with a hollow
interior.8 The components composed of vault are only multiple copies of three proteins,
MVP, vault poly(ADP)ribose polymerase (PARP4),9 and telomerase-associated protein
1(TEP1).10 One vault particle is estimated to consist of 96 molecules of MVP, 8 molecules
of PARP4, 2 molecules of TEP1, and at least 6 copies of vault RNA (vRNA).11–12 MVP
only exists in vaults, which accounts for ~75% of the total mass and assembles the whole
outer shell of the vault particle.13–14 With largely unknown function, MVP(vault) is found in
diverse organisms.15 Expression of rat MVP alone in the vault-negative insect cell line can
self-assemble the particles with biochemical and morphological characteristics similar to
endogenous rat vaults,13 indicating that MVP is the major determinant of the vault structure.
Many evidences indicated that MVP (vault) plays a role in cellular detoxification processes
and consequently contributes to MDR in cancer cell lines and tumors.16–17 The
identification of LRP as the human form of MVP implied for the first time that MVP (vault)
may be involved in MDR.7 Although drug-resistance has been correlated with the
expression of MVP,18–21 exactly how the resistance to anti-cancer drugs is acquired through
MVP needs to be defined.
Hepatocellular carcinoma (HCC) is the fifth most common cancer and the third most
common cause of cancer-related death worldwide.22 The high mortality rate is mainly due to
not only the unknown mechanisms of hepatocellular carcinogenesis but also the high degree
of developed drug resistance in HCCs. Bleomycin (BLM), a glycopeptide drug originally
isolated from Streptomyces verticillus,23 has been clinically used for caner therapy.24–25 The
cytotoxic effects of BLM are associated with its nature of inducing DNA double-stranded
breaks (DSBs), which is similar to those generated by ionizing radiation.26–27 Meanwhile,
based on the strength of cellular responses to BLM treatment, the cell fate-determining
pathways leading to either cell survival with DNA repair or apoptosis are highly
complicated and are either cell type- or genotype-dependent.28 Chemotherapeutic drugs
including BLM have been used to treat HCC.29–31 However, due to the up-regulated
expression of MDR genes (MRPs and P-gp) and lack of the understanding of drug responses
in HCC cells,32 the effectiveness of therapeutic intervention has been compromised. Thus,
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the mechanistic details underlying the drug-induced DNA damage response (DDR) in HCC
cells need to be revealed for developing more precise and effective strategies for HCC
therapy.
The 14-3-3 proteins are abundant acidic polypeptides which are widely expressed in
eukaryotes with the propensity to assemble as homo- or hetero-dimers.33–34 Seven 14-3-3
isoforms (β, γ, ε, η, σ, θ (or τ) and ζ) have been identified in mammals. By interacting with
close to 200 target proteins identified so far, these 14-3-3 isomers are known to be involved
in widespread biological processes such as the regulation of cell cycle progression, the
activation of MAP kinases, the initiation and maintenance of DNA damage checkpoints, the
prevention of apoptosis, and the coordination of integrin signaling and cytoskeletal
dynamics.35–38 Meanwhile, proteomic screening using various 14-3-3 isoforms as the bait
proteins revealed the isomer-specific composition of the interactome of different 14-3-3
family members.39–42 The 14-3-3 epsilon (ε) isoform is the most conserved member of
14-3-3 family, with conserved sequences from plants, yeast and mammals.33, 43 Importantly,
14-3-3ε has been implicated in regulating carcinogenesis through differential expression
proteome analysis in various hepatocellular carcinoma cell lines.44–45 Recent work found
that 14-3-3ε is up-regulated in HCC, and the overexpression of 14-3-3ε is significantly
associated with the high risk of tumor metastasis and poor survival,46 all indicating that
14-3-3ε plays important roles in the carcinogenesis of HCC.
At present, the cytotoxic effects of the most chemotherapeutic drugs for cancer therapy
including BLM are associated with their abilities to induce DSBs. Given the diverse roles of
14-3-3ε during HCC carcinogenesis and cell fate determination, we reason that 14-3-3ε may
broadly coordinate multiple biological processes/pathways in the cellular response to BLM-
induced DSBs. First, by employing LC-MS/MS-based proteomic approach, we identified/
profiled the components of the 14-3-3ε interactome formed during HCC cellular response to
BLM-triggered DSBs. MVP was then identified with high abundance in this phenotypic
interactome, which motivated us to investigate the functional role of the interaction between
MVP and 14-3-3ε during BLM-induced DDR in HCC cells given the association of MVP
with MDR. Functional analyses using both siRNA-mediated gene knockdown and gene
overexpression assays demonstrated that MVP indeed promotes the resistance to BLM-
induced DDR while 14-3-3ε on the other hand enhances BLM-induced DDR by inhibiting
MVP. Mechanistic investigation further revealed that in a phosphorylation-dependent
manner 14-3-3ε binds to a monomer of MVP during HCC DDR to BLM treatment.
Consequently, the phosphorylation-dependent binding of 14-3-3ε to MVP boosts the BLM-
induced DDR in HCC cells by reducing the MVP-mediated drug resistance.
MATERIALS AND METHODS
Antibodies and Chemicals
FLAG antibody (200471) was purchased from Stratagene; anti-FLAG beads (A2220) was
obtained from Sigma-Aldrich; MVP(sc-23917) antibody was obtained from Santa Cruz
Biotech; antibodies against 14-3-3ε (ab40117), histone H3(ab32151) and γ-H2AX
(ab22551) were obtained from Abcam; phospho-Chk1-S345(#2348), phospho-SPAK/
JNK(Thr183/Tyr185) (#9251), Caspase-3(#9662), cleaved Caspase-3 (#9661),
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PARP1(#9542) and phospho-ERK1/2(Thr202/Tyr204) (#9101) antibodies were purchased
from Cell Signaling; NCL (10556-1-AP) antibody was obtained from Proteintech group
Inc.; IκBα(AHO0822) antibody was purchased from Biosource; HA antibody (PA010) was
obtained from Shanghai Immune Biotech.Ltd.
Sequencing-grade trypsin (V5113) was purchased from Promega; fetal bovine serum
(A15-151) was purchased from PAA Laboratories; Lipofectamine 2000 (11668-019) was
obtained from Invitrogen; G418 sulfate (345810) was purchased from Calbiochem;
bleomycin sulfate (1076308) was purchased from United States Pharmacopeia (USP);
protein G agarose (P2009) was obtained from Beyotime Institute of Biotechnology.
Plasmid Construction
Human cDNA was generated from HCC cells (QGY-7703) using a first strand cDNA
synthesis kit (Takara, D6210). The Primers for N-terminal FLAG-tagged 14-3-3ε
(NM_006761.4) were 5′-caccatggactacaaggacgacgatgacaaggatgatcgagaggatctggtgt-3′ and 5′-
gtcagatttggtggttctcagtgac-3′. The FLAG-14-3-3ε PCR product was directly introduced into
pcDNA™3.1 Directional TOPO Expression vector (Invitrogen, K4900-40) according to the
manufacturer’s protocol.
The primers for the HA-tagged full-length MVP (NM_017458.3), N-terminal MVP repeat




products of these genes were introduced into pCMV-HA vector (Clontech) between SalI and
KpnI sites.
The primers for HA-tagged MVP mutants, including T52A, S864A were as follows: 5′-
catgcgcatggtggccgtccccccacgtcactac-3′/5′-gtagtgacgtggggggacggccaccatgcgcatg-3′ and 5′-
gcagaagggtggccgctgggcccagccctg-3′/5′-cagggctgggcccagcggccacccttctgc-3′, respectively.
The MVP-T52A, S864A and T52A/S864A (double-mutant, DM) mutants were then
generated using site-directed mutagenesis method. All of the above insert constructs were
confirmed by DNA sequencing.
Cell Culture, Selection of Stable HCC Cell Line, BLM Treatment and Protein Extraction
QSG-7701(hepatocyte) and QGY-7703(hepatocellular carcinoma) cell lines were purchased
from the Cell Bank of Chinese Academy of Science (Shanghai, China) and grown in RPMI
1640 medium supplemented with 10% FBS;47 HEK-293T48 and Hela cell lines49 were
maintained in high glucose DMEM medium supplemented with 10% FBS.
Stable FLAG-tagged 14-3-3ε expressing HCC cells were obtained by screening transfected
HCC cells with 400μg/ml G418.
Cells were treated with or without BLM, and the whole cell lysate (WCL) was extracted
with lysis buffer (Beyotime P0013) supplemented with protease inhibitor cocktail (Sigma-
Aldrich, P8340) and phosphatase inhibitor cocktail (Sigma--Aldrich, P5726).
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Histone extraction was performed using a method similar to the previously described with
some modifications.50 Briefly, cells treated with or without BLM were lysed in lysis buffer
(0.5% NP40, 100 mM NaCl, 50 mM Tris, 1 mM EDTA, protease inhibitor cocktail (Sigma-
Aldrich, P8340) and phosphatase inhibitor cocktail (Sigma-Aldrich, P5726)). After
centrifugation, the supernatants were kept as cytoplasmic fractions. Histones were extracted
by resuspending the pellets with 0.2M HCl overnight at 4°C. The HCl extracts were
centrifuged, and the supernatants (histone extracts) were then neutralized with NaOH and
blotted with anti-γ-H2AX or histone H3 antibody.
Purification of BLM-induced 14-3-3ε Interacting Complex, Protein Digestion and Peptide
Extraction
Approximately 1×109 stable FLAG-14-3-3ε expressing HCC cells treated with 20mU/ml
BLM for 2h were lysed with lysis buffer (Beyotime, P0013) supplemented with protease
inhibitor cocktail (Sigma-Aldrich, P8340) and phosphatase inhibitor cocktail (Sigma-
Aldrich, P5726). The supernatants were incubated with 300μl anti-FLAG beads (Sigma-
Aldrich, A2220) at 4°C for 4h on a gentle rotating device. After immunoprecipitation, anti-
FLAG beads were washed for five times with TBS buffer (50 mM Tris-HCl, pH7.4, 150
mM NaCl) to eliminate non-specific binding. Immunoprecipitates were then eluted by
100μg/ml of 1×FLAG peptide (Sigma). Eluates were concentrated to the appropriate volume
for the following SDS-PAGE separation and Coomassie Blue staining. The visible bands
cutting, in-gel trypsin digestion, and peptides extraction were performed following the
previously described protocol.51
LC-MS/MS Analysis
LC-MS/MS experiments were performed on a hybrid linear quadruple ion trap/Orbitrap
(LTQ-Orbitrap) mass spectrometer (Thermo Finnigan, Bremen, Germany) coupled to a
Shimadzu LC-20AD LC system (Shimadzu, Japan) and SIL-20AC autosampler (Shimadzu,
Japan). Peptide mixtures were separated using a PICOFRIT C18 reverse-phase column
(0.075×100 mm, New Objective Inc., Woburn, MA) with a 110 min-gradient at a flow rate
of 300 nL/min. Samples were loaded in solvent A (95% H2O, 5% ACN, 0.1% formic acid),
and peptides were eluted by 5% solvent B (5% H2O, 95% ACN, 0.1% formic acid) for 5
min followed by a linear gradient to 45% solvent B in the next 90 min, ramping up to 95%
solvent B in 4 min and dropping to 90% solvent B for 4 min before re-equilibrating the
system to 10% solvent B for 7 min. The LTQ-Orbitrap mass spectrometry was operated in
the data-dependent mode using the TOP3 strategy. Briefly, a scan cycle was initiated with a
full scan of mass range (m/z 400–2000) in the Orbitrap under the target mass resolution of
100 000, which was followed by MS/MS scans in the linear ion trap on the three most
abundant precursor ions. The single-charged ions were excluded from MS/MS analysis.
Spectra were acquired under automatic gain control (AGC) for survey spectra (AGC: 106)
and for MS/MS spectra (AGC: 104). The spray voltage was 1.6 kV and the temperature of
ion transfer capillary was 180°C.
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Database Search and Protein Identification
Tandem mass spectra were extracted by Bioworks Version 3.3.1 SP1 (ThermoFisher, San
Jose, CA) and submitted to the human International Protein Index database (IPI human 3.45,
71983 entries) using TurboSequest V.28 (rev. 13) search engine. The search criteria were
used as follows: full tryptic enzyme specificity; 2 missed cleavages; 10 ppm peptide
tolerance and 0.8 Da fragment ion tolerance were allowed; dynamic modifications include
phosphorylated Ser/Thr/Tyr (+79.9663) and oxidized Met (+15.9994). TurboSequest results
were filtered by Xcorr, peptide probability and Delta Cn. Xcorr was set at 1.9, 2.7, 3.5 for
1+, 2+ and 3+ charged precursor ions, respectively; peptide probability<0.001, delta Cn>0.1,
and keratin (most of them are contaminants) was excluded. Each protein identified requires
the match of at least two peptides. The data’s false positive rate was estimated to be less
than 1% by reverse database search. The reverse database was generated from IPI human
3.45 (71983 entries).
Cell Transfection and RNA Interference
Transfection was carried out in 60mm dishes. Briefly, 4.0μg of HA-tagged constructs were
transfected alone or co-transfected with 4.0μg FLAG-tagged 14-3-3ε into cells using
Lipofectamine 2000 transfection reagent according to the manufacture’s protocol. Cells
were analyzed after 48h of transfection.
Scrambled siRNA (negative control) (AM4611) was purchased from Ambion, Inc. The
siRNA specific to human MVP used in this study was the same as that described
previously.52 The siRNAs specific to human 14-3-3ε were designed and synthesized by




5′-UUAGCUUGUCUUCUCCUCCTT-3′). The siRNAs (40nM) were transfected into cells
using Lipofectamine 2000 transfection reagents. Cells were analyzed after 48h of
transfection.
Gel Filtration Analysis
HEK-293T cells in two 100mm dishes were co-transfected with 12μg of HA-MVP plasmid
and 12μg of FLAG-14-3-3ε plasmid using Lipofectamine 2000 transfection reagent. 40h
after transfection, cells were treated with BLM (20mU/ml, 2h) and lysed with lysis buffer
(20mM Tris-HCl pH7.6, 150mM NaCl, 0.3% NP-40 supplemented with protease inhibitor
cocktail (Sigma-Aldrich, P8340) and phosphatase inhibitor cocktail (Sigma-Aldrich,
P5726)). After centrifuge, the cell extracts were prepared for the following gel filtration
analysis.
Gel filtration analysis was performed with ÄKTApurifier system (GE Healthcare) on a
Superose 6 10/300 GL column (GE Healthcare) equilibrated with PBS buffer. The exclusion
limit of column is 4× 104kDa, and an optimal separation range from 5000 to 5×103kDa.
1.4ml of 293T cell extracts prepared as above was loaded on the column and eluted at a flow
rate of 0.5ml/min. The eluted fractions (0.5ml/fraction) both in high molecule weight area
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(B12 to C3 fractions) and low molecule weight area were combined (C4 to C12 fractions),
respectively (shown in Figure 4A). The two combined fractions were concentrated to 1.5ml
by ultrafiltration (Millipore, UFC901008) and were incubated with anti-FLAG beads for
immunoprecipitation, respectively. Before the combination of fractions for
immunoprecipitation, some fractions (100μl each) collected in high and low molecule
weight areas respectively were analyzed by immunoblotting to check the distribution of
MVP and 14-3-3ε proteins.
Co-immunoprecipitation and Immuoblotting
The procedure used for protein isolation and immunoprecipitation with anti-FLAG beads
was essentially the same as that described in purification of 14-3-3ε interacting complex for
MS identification except that the immunoprecipitates were eluted by directly boiling the
beads.
To immunoprecipitate 14-3-3ε using an MVP antibody, QGY-7703 cells (1–2×107 cells/
assay) treated with or without BLM were lysed and 2μg of mouse monoclonal MVP
antibody (Santa Cruz, sc-23917) were then added into the solution fractions of each group
and incubated at 4°C overnight with gentle shaking. On the following day, 40μl of agarose-
conjugated protein G was added into each group and incubated at 4°C for 4h with gentle
shaking. After incubation, the immunoprecipitates were washed for five times with PBS to
eliminate non-specific binding. Immunoprecipitates were eluted by directly boiling the
beads.
Samples were separated on appropriate concentration of SDS-PAGE gel and transferred
onto PVDF membranes (Immobilon-PSQ Membrane, 0.2_m). The membranes were blocked
with TBST containing 5% non-fat milk and incubated with the specified primary antibody at
room temperature for 1–2h or overnight at 4°C with gentle shaking followed by incubation
with secondary antibody conjugated with horseradish peroxidase. Finally, ECL substrate
was added to the membrane and exposed using the ECL system.
RESULTS
MVP Promotes the Resistance in the Cellular Response of HCC to BLM-Induced DSBs
We first established a HCC cell line that stably expresses a functional FLAG-tagged 14-3-3ε
and examined the dose- and time-dependent responses of the HCC stable cells to BLM
treatment (Supporting Information, Figure S1). We observed that BLM triggers the
apoptosis in the HCC cells stably expressing FLAG-14-3-3ε in both dose- and time-
dependent manner. Indicated by multiple apoptotic markers including the cleavage of
Caspase 3,53–54 and the release of its substrate PARP1,55 a treatment with a high-dose BLM
(150mU/ml) for 4 hours showed higher degree of apoptosis in the stable HCC cells than that
induced by a lower dose (20mU/ml) and a shorter time (2 hours) (Supporting Information,
Figure S1B-D). Further, comparative analyses of BLM-induced, dose- and time-dependent
DDR indicated the followings (Supporting Information, Figure S1C-D): The levels of both
phospho-serine 139 H2AX or γ-H2AX, and phosphorylated Chk1(pS345), the commonly
used DSB markers,56–57 were increased in the BLM dose- and time-dependent manner.
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Additionally, several MAPKs, such as ERK1/2 and SPAK/JNK (p54/p46) as well as
MAPK-dependent IκB-α degradation were all induced by BLM in the similar manner.
Given the observation of a large population of apoptotic cells found with the high-dose
BLM stimulation (150mU/ml, 4h), we chose the condition in which stable HCC cells were
treated with 20mU/ml BLM for 2h for proteomic profiling the BLM-induced, HCC-specific
14-3-3ε interactome. Following the BLM treatment and immunoprecipitation using anti-
FLAG beads, the immunoprecipitates were subjected to SDS-PAGE separation, in-gel
trypsin digestion, and LC-MS/MS identification (Supporting Information, Figure S2). MVP
was then identified with high confidence in the 14-3-3ε interactome formed in the stable
HCC cells treated by BLM along with PARP4 and TEP1, the other two minor vault
components (Table 1, Supporting Information, Table S1).
Given that MVP is known as a highly abundant protein expressed in a variety of tissues and
cells,15, 58 firstly, we comparatively examined the level of MVP expression in four different
types of human cell lines, including QGY-7703 (HCC cells), QSG-7701 (hepatocytes),
HEK-293T (human embryonic kidney cells) and Hela (human cervical carcinoma cells), by
immunoblotting using a monoclonal MVP antibody. As shown in Figure 1A, MVP
expression was detected respectively in QSG-7701, QGY-7703, and Hela cells except for
HEK-293T cells, suggesting that HEK-293T can be used as a MVP-depleted control cell
line for studying MVP function in depth.
Secondly, we examined the cellular DDR to BLM treatment in QSG-7701, Hela, and
HEK-293T cells, respectively. Cells were stimulated with 20mU/ml BLM for different time
points. As shown in Figure 1B, in these cell lines, the levels of γ-H2AX, phosphorylated
Chk1 and phosphorylation-dependent IκB-α degradation were all shown in a BLM-
inducible and time-dependent manner similar to that observed in HCC cells (Supporting
Information, Figure S1C). These findings indicated that the cellular DDR to BLM takes
place in these cell lines. However, the maximum activation of ERK1/2 triggered by BLM
differed among these cell lines, indicating that some MAPKs activation induced by BLM
was cell type-dependent.
Based on that BLM triggers the cellular DDR in all tested cell lines as described above, we
then determined whether MVP possesses the activity to resist BLM-induced DDR in these
cells. Scrambled siRNA (NC-siRNA) and MVP siRNA were respectively transfected into
each of three MVP-expressing cell lines including QSG-7701, QGY-7703 and Hela cells
(Figure 1A). Following BLM treatment (20mU/ml, 2h) and subcelluar fractionation,
indicated by γ-H2AX, we observed that the knock-down of MVP resulted in a remarkable
elevation of the cellular DDR to BLM in all three MVP-expressing cell lines (Figure 2A).
Furthermore, transfection of exogenous MVP into HEK-293T cells, the MVP-depleted cell
line, also led to a resistance to BLM-induced DDR (Figure 2B), all clearly demonstrating
that MVP indeed possesses the resistant activity to BLM-induced DDR.
14-3-3ε Enhances BLM-induced DDR by Inhibiting the BLM-resistant Activity of MVP
Through interacting with numerous phosphorylated proteins with diverse functions 14-3-3
proteins play an integral role in the core phospho-regulatory pathways/biological processes
such as mitogenic and cell survival signaling, cell cycle control, and apoptotic cell death,
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attributing to an oncogenic potential59. In HCC, 14-3-3ε isoform was found to be up-
regulated in correlation with the high risk of tumor metastasis and poor survival46, further
validating the role of 14-3-3 proteins in cancer development and progression. Specifically,
during DDR, 14-3-3ε directly interacts with CDC25C to inhibit cell cycle progression60-61
as well as binds p53 to negatively regulate p21 expression, therefore inducing G1 arrest after
DNA damage62.
Given 14-3-3ε plays multiple roles in these cell fate-determining pathways involved in cell
apoptosis and survival during cellular DDR, we first clarified the role of 14-3-3ε in BLM-
induced DDR. As shown in Figure 2C, knocking-down 14-3-3ε led to a general decrease of
BLM-induced DDR in all MVP-expressing cell lines, as evidenced by the level of γ-H2AX
level, indicating that 14-3-3ε positively regulate the cellular DDR induced by BLM.
Together with that MVP could reduce BLM-induced DDR (Figure 2A-B) we reasoned that
14-3-3ε may interplay with MVP during BLM-induced DDR.
We then transfected the construct expressing either HA-tagged MVP or FLAG-tagged
14-3-3ε or both into each of the three MVP-expressing cell lines, including QSG-7701,
QGY-7703, and Hela (Figure 1A). Results of immunoblotting analysis indicated that in
response to BLM treatment, overexpression of either MVP or 14-3-3ε alone respectively led
to either a reduced or an increased DDR compared to those of control cells as indicated by
the changes of γ-H2AX (Figure 2D and Supporting Information, Figure S3), consistently
agreeing with the observations caused by siRNA-mediated knockdown of either MVP or
14-3-3ε, respectively (Figure 2A and 2C). Co-expression of 14-3-3ε with MVP recovered
more DDR to BLM compared to that of expression of MVP alone, all indicating that
14-3-3ε promotes the DDR to BLM by negatively regulating the BLM-resistant activity of
MVP.
BLM Induces Site-specific Phosphorylation of MVP that Promotes its Binding to 14-3-3ε
Next, we clarified the correlation between the association of 14-3-3ε with MVP and BLM-
induced DDR, and further revealed the mechanism underlying how 14-3-3ε regulates the
BLM-resistant activity of MVP. By using reciprocal immunoprecipitation, MVP was found
as a BLM-induced 14-3-3ε interactor in HCC cells (Figure 3A-B), consistent with the
proteomic identification of MVP in the BLM-induced HCC-specific 14-3-3ε interactome by
LC-MS/MS (Table 1, Supporting Information, Table S1). We also examined how the
interaction between 14-3-3ε and MVP responds to increasing doses of BLM. An elevated
DDR was observed in the stable FLAG-14-3-3ε cells treated with a high-dose BLM
(150mU/ml, 4h) as evidenced by multiple DDR markers (Supporting Information, Figure
S1D). In the immunoprecipitates pulled-down by anti-FLAG beads, the binding between
14-3-3ε and MVP was enhanced along with the elevated DDR triggered by high-dose BLM
(Figure 3C), indicating that the interaction between 14-3-3ε and MVP is BLM-inducible.
Previous studies showed that most MVP monomers are rapidly incorporated into vaults.63-64
MVP-assembled vault particle is a dynamic structure, and the exchange between MVP
monomers and vault-incorporated MVP is rather fast.65 We therefore determined the form
of MVP, either monomer or multimer when it associates with 14-3-3ε during BLM-induced
DDR. Firstly, HA-tagged MVP and FLAG-tagged 14-3-3ε were co-transfected into
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HEK-293T, the MVP-depleted cells. 40 hours after the transfection, cells were treated with
BLM (20mU/ml, 2h) and lysed. The cell extracts were then subjected to chromatographic
fractionation (Figure 4A). Analysis of gel-filtration fractions by immunoblotting
demonstrated that MVP predominantly exists as multimer with a minor population of
monomer (Figure 4B), which is consistent with the notion that MVP predominantly exists as
multimer in cells. Furthermore, we found that 14-3-3ε was not co-eluted with the
multimerized MVP (Figure 4B).
Using anti-FLAG beads we conducted immunoprecipitation experiments respectively with
the fraction containing either multimerized or monomer MVP. As shown in Figure 4C, the
monomers of MVP were found to be associated with 14-3-3ε, and the association is BLM-
inducible. To determine which domain of MVP could mediate 14-3-3ε binding, the
construct expressing FLAG-14-3-3ε was co-transfected with either of the two truncated HA-
tagged constructs expressing the N-terminal repeat domain (MVP-N, 1-530AA) or the C-
terminal domain (MVP-C, 521-893AA) of MVP into HCC or HEK-293T cells, respectively.
Results of immunoblotting analysis of the immunoprecipitates pulled-down from BLM-
stimulated versus non-stimulated cells revealed that upon BLM induction 14-3-3ε enhanced
its binding primarily to MVP-N not to MVP-C which was decreased in the affinity
following BLM treatment (Figure 5, A: in HEK-293T cells; B: in HCC cells).
Given that most of 14-3-3’s interacting partners are the phosphorylated proteins containing
the characteristic 14-3-3 binding motifs, RXXpS/TXP or RXXXpS/TXP (pS/T represents
phospho-serine/threonine, X stands for any amino acid),66 we reasoned that, based on the
results of domain mapping (Figure 5), there are putative 14-3-3 binding motifs in MVP that
may undergo site-specific phosphorylation upon BLM stimulation. We then scanned the
MVP sequence and found two evolutionarily conserved, putative 14-3-3 binding motifs
including one of R49-P54 (RMVTVP) at the MVP N-terminus, and another of R860-P866
(RRVASGP) at the C-terminus where T52 and S864 are the putative phosphorylation sites
in their respective motifs (Figure 6A).
We constructed a series of HA-tagged MVP mutants including T52A, S864A, and T52A/
S864A (double-mutant, DM), in which the threonine (T) or serine (S) residue was
substituted by non-phosphorylatable alanine (A). Following the co-transfection of
FLAG-14-3-3ε with either wild-type (WT) MVP or each of the individual mutants into the
MVP-depleted HEK-293T cells, comparative immunoblotting analyses of the
immunoprecipitates pulled-down by anti-FLAG beads from the transfected cells treated with
BLM indicated the followings (Figure 6B and Supporting Information, Figure S4): (1) The
binding of 14-3-3ε to the T52A mutant was clearly weakened with respect to that to the
wild-type MVP, indicating that BLM indeed induces the phosphorylation of T52 at the N-
terminal MVP to promote its 14-3-3ε binding, (2) The binding of 14-3-3ε to the S864A
mutant was actually stronger than that of 14-3-3ε to the T52A mutant, but was weaker than
that to wild-type MVP. The 14-3-3 binding motif containing S864 resides in MVP-C which
showed a weaker binding to 14-3-3ε in the BLM-stimulated cells (Figure 5), indicating that
S864 could be phosphorylated in non-stimulated cells rather than in BLM-treated cells. The
dephosphorylation of phospho-S864 could happen upon BLM stimulation, leading to a
decreased binding of 14-3-3ε to MVP. The substitution of serine by alanine at 864
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contributes to the weakened 14-3-3ε binding of S864A mutant, (3) Unexpectedly, the double
mutant, T52A/S864A (DM) showed a stronger binding to 14-3-3ε even more than that of
14-3-3ε to T52A. MVP was reported as a phosphoprotein targeted by protein kinase C in
vitro, or by a tyrosine kinase in vivo.67–68 SHP-2 (tyrosine phosphatase) was shown to
associate with tyrosyl-phosphorylated MVP via its SH2 domain.69 Meanwhile, 14-3-3
proteins were found to constitutively associate with SHP-2 during DDR70, as well as TEP1
along with MVP and PARP4 for assembling the vault particle.71 T52 locates in the first anti-
parallel β-strand within the MVP repeat domain, and S864 resides in the cap-ring domain of
MVP C-terminus.72 Both T52 and S864 are hydrophilic residues which are important for
stabilizing the conformation of MVP. Mutation of these two sites to Ala might induce a
conformational change of MVP to facilitate the phosphorylation of other sites induced by
BLM, resulting in an enhancement of 14-3-3ε binding with the T52A/S864A mutant.
However, the following experimental results indeed supported the hypothesis that both T52
and S864 residues on MVP were involved in mediating 14-3-3ε binding (Figure 7).
In summary, by using a combined approach including immunoprecipitation, gel filtration,
and site-directed mutagenesis, we demonstrated that MVP binding to 14-3-3ε is indeed
phosphorylation-dependent during BLM-induced DDR. Moreover, expression of exogenous
MVP in MVP-depleted cells (HEK-293T) could result in the formation of multimerized
MVP, indicating that most of MVP monomers could self-assemble as a vault-like structure
or MVP monomers together with endogenous PARP4 and TEP1 in integral vault particles.
14-3-3ε via its Binding to MVP Enhances BLM-induced DDR by Inhibiting the BLM-
Resistant Activity of MVP
To determine whether the 14-3-3ε-MVP interaction could directly regulate the BLM-
resistant activity, we extracted the histone fractions from HEK-293T cells in which each of
HA-tagged MVP mutants (WT, T52A, S864A and T52A/S864A) were individually co-
transfected with FLAG-tagged 14-3-3ε to identify the 14-3-3ε binding sites on MVP (Figure
6B). Using γ-H2AX as a DDR marker, we examined the BLM-induced DDR in each co-
transfected cells by immunoblotting. As shown in Figure 7A, cells transfected with the
T52A/S864A and T52A mutants showed considerably less BLM-induced DDR compared to
the cells transfected with wild-type MVP. Additionally, the DDR of T52A/S864A mutant-
expressing cells was slightly weaker than that of T52A mutant-expressing cells.
Furthermore, the cells expressing S864A mutant also showed slightly weaker DDR
compared to that of wild-type MVP-expressing cells. We also transfected these MVP
mutants into a MVP-expressing HCC cell line (QGY-7703). As shown in Figure 7B, the
trend of cellular DDR to BLM among each individual MVP mutant-expressing cells was
similar to that observed in the HEK-293T cells.
Given that T52 and/or S864 sites on MVP were found to be involved in 14-3-3ε binding in
response to BLM treatment (Figure 6B), the substitution of these two sites with Ala led to
the impairment of 14-3-3ε binding to MVP. Therefore, these MVP mutants were free to
exert more resistance to BLM compared to that of wild-type MVP. Although the binding of
14-3-3ε to T52A/S864A mutant was stronger than that of T52A mutant to 14-3-3ε (Figure
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6B), the phosphorylation changes at both sites are critical in mediating the MVP binding to
14-3-3ε.
Taken these results together, we concluded that 14-3-3ε negatively regulating the BLM-
resistance activity of MVP through its phosphorylation-dependent binding to MVP.
DISCUSSION
Vaults are the largest ribonucleoprotein particles with a hollow barrel-shaped structure.8 The
components composed of vault are only multiple copies of three proteins, MVP, PARP4 and
TEP1.7, 9–10 MVP constitutes over 70% of the molecular mass of vaults and is the major
determinant of the vault structure.13 MVP (vault) was found frequently up-regulated in a
variety of cancer cell lines and tumors that is intrinsically resistant to chemotherapeutic
drugs,12, 16, 19 indicating the correlation between MVP (vault) and multidrug resistance
(MDR). However, the exact mechanisms underlying the regulation of MVP (vault)-mediated
cellular resistance toward chemotherapeutics is largely unknown.
With their phospho-serine/phospho-threonine binding modules 14-3-3 proteins interacts
with specific proteins that are involved in various phospho-dependent regulatory pathways
such as cell cycle, MAPK signal transduction, DDR and apoptosis,38, 73 as well as those
involved in the regulation of various oncogenes and tumor suppressor genes.74–75 To better
understand how HCC DDR is regulated during cancer chemotherapy, we employed LC-
MS/MS-based proteomic approach to profile/identify the components of the 14-3-3ε
interactome formed during HCC cells in response to BLM-induced DSBs. MVP along with
PARP4 and TEP1, the two minor components of vault, were identified with high confidence
as the BLM-induced 14-3-3ε interacting partners (Table 1, Supporting Information, Table
S1).
Given that MVP is associated with MDR, it motivated us to investigate the functional role of
the interaction between MVP and 14-3-3ε during BLM-induced DDR. By using both
siRNA-mediated knockdown and overexpression assays (Figure 2), we demonstrated that
MVP indeed possesses the BLM-resistant activity during BLM-induced DDR. In contrast,
14-3-3ε was found to positively regulate BLM-induced cellular DDR. Mechanistically,
14-3-3ε, in a phosphorylation-dependent manner, binds to MVP monomers (at
phosphorylated T52 and S864 sites) during BLM-induced DDR(Figure 3–6). As a
consequence, the binding of 14-3-3ε to MVP monomer directly inhibits the drug-resistant
activity of MVP to boost BLM-induced DDR in cells (Figure 7). Meanwhile MVP was
reported as a highly phosphorylated protein,67–68 S86476 and other putative phosphorylation
sites (Y13,77–78 Y15,79 S445,80 T830/T833,81 S873,82–83 and S87684) were identified by
phosphoproteomic analysis in various human tissues and cell lines without biological
validation. We here characterized the roles of two newly identified phosphorylation sites of
MVP in mediating the functional interaction between 14-3-3ε and MVP.
It has been postulated that vaults could internalize drugs into their hollow cavity and
transport them to efflux pumps (P-gp, MRPs and BCRP) and exocytotic vesicles, leading to
the drug departure from their intracellular targets or be out cells, consequently, reducing the
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drug effectiveness.16 MVP monomers spontaneously form the vault particles without the
need for other vault components such as PARP4 and TEP,13 indicating that MVP molecules
are responsible for directing the vault particle assembly. In addition, vault particles are
dynamic structure, the exchange between MVP monomers and vault-incorporated MVP is
rather fast.65 Based on this knowledge together with our observations in the present study,
we propose a model illustrating how 14-3-3ε promotes BLM-induced DDR through
inhibiting MVP (Figure 8). In response to BLM treatment, MVP T52 was phosphorylated,
which together with the phosphorylated MVP S864 mediates the binding of the 14-3-3
dimer to MVP monomers. This binding may interfere with MVP-mediated vault assembly or
inhibit the exchange between MVP monomers and vault-mounted MVP molecules,
ultimately leading to a reduction of the numbers of intact functional vault particles for drug
sequestration. i.e., this process results in increases of BLM accumulation at their targets
followed by DNA damage and elevated cellular DDR. Here, we also observed that
overexpression of MVP in the MVP-absence cell line, HEK-293T, results in forming
multimerized MVP as well as the resistance to BLM-induced DDR (Figure 4 and Figure
2B). These results indicate that exogenous MVP molecules can assemble as minimal vault
structure or MVP molecules together with endogenous PARP4 and TEP1 assembles as
integral vault particles, therefore extruding BLM away their intracellular targets and
consequently decreasing BLM-induced DDR. These observations support an assumption
that the drug-resistant activity of MVP is exerted dependent upon the vault-like or the
integral vault structure that MVP monomer is incorporated in. The questions regarding
which kinases are responsible for MVP phosphorylation, and how the interaction between
14-3-3ε and phosphorylated MVP affects vault assembly remain to be investigated.
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In response to BLM treatment, 14-3-3 dimer, in a phosphorylation-dependent manner,
binds to MVP monomers. The binding may interfere with MVP-directed vault assembly,
leading to reduce the numbers of intact functional vault particle for subsequent BLM
extrusion, thereby resulting in more BLM molecules accumulated at their targets to
increase DNA damage and consequently elevate the cellular DNA damage response
(DDR) in cells.
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Time-dependent changes of cellular DDR to BLM in different cell lines. (A)
Immunoblotting analysis of MVP expression levels in different cell lines. (B)
Immunoblotting analysis of time-dependent changes of cellular DDR to BLM in different
cell lines. QSG-7701: hepatocyte; QGY-7703: HCC cell; HEK-293T: human embryonic
kidney cell; Hela: human cervical carcinoma cell.
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MVP possesses the specific activity to resist BLM-induced DDR while 14-3-3ε interacts
with MVP to enhance the cellular DDR to BLM. (A) Knock-down of MVP results in
remarkable elevation of cellular DDR to BLM in all tested cell lines, indicating that MVP
indeed possesses the drug resistance activity. (B) Exogenous expression of MVP in MVP-
negative cell line-HEK-293T also leads to resist BLM-induced DDR. (C) Knock-down of
14-3-3ε leads to a general decrease of BLM-induced DDR in all tested cell lines, indicating
that 14-3-3ε promotes cellular DDR to BLM. (D) 14-3-3ε inhibits MVP to enhance BLM-
induced DDR. The band density on the blots was measured by using the analysis tool
mounted on FuJiFilm Las3000 instrument (FuJiFilm, Japan) where the blots were exposed.
After the measurement, the densities of γ-H2AX and H3 in control cells (vector) were set as
1.0, respectively. The densities of the other bands were correspondingly normalized. Then
the ratios (γ-H2AX/H3) were calculated for comparing the changes among samples. C:
Cytoplasmic fraction. GAPDH was used as the loading control for the cytoplasmic fractions;
H: HCl-extracted histone fraction. H3 and NCL were used as the loading control for γ-
H2AX (histone fractions).
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MVP is BLM-inducible 14-3-3ε interactor in HCC cells. (A) Immunoblotting analysis of
BLM-induced interaction between 14-3-3ε and MVP in stable FLAG-14-3-3ε expressing
HCC cells. (B) Immunoblotting analysis of BLM-induced interaction between 14-3-3ε and
MVP in parental HCC cells. (C) Immunoblotting analysis of the BLM-induced time- and
dose-dependent interaction between 14-3-3ε and MVP. WCL: whole cell lysates; IP:
immunoprecipitation; IB: immunoblotting.
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14-3-3ε associates with MVP monomer in response to BLM treatment. (A) The elution
profile of cell extracts derived from HEK-293T cells co-transfected with HA-tagged MVP
and FLAG-tagged 14-3-3ε on Superose 6 10/300 GL column. (B) Immunoblotting analysis
of the distribution of MVP multimer, MVP monomer and 14-3-3ε. (C) 14-3-3ε associates
with MVP monomer. The fractions containing either multimerized or monomer MVP were
combined respectively to perform immunoprecipitation using anti-FLAG beads. IP:
immunoprecipitation; IB: immunoblotting.
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Both MVP N- and C-terminal domains are involved in mediating 14-3-3ε binding in
response to BLM treatment. A: in HEL-293T cells. B: in HCC cells. WCL: whole cell
lysates; IP: immunoprecipitation; IB: immunoblotting.
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14-3-3ε binds to MVP in a phosphorylation-dependent manner in response to BLM
treatment. (A) Sequence alignment analysis of the putative 14-3-3 binding motifs on MVP.
In human MVP, R49-P54 and R860-P866 are the two putative 14-3-3 binding motifs on
MVP. The T52 and S864 residues marked in red are putative phosphorylation sites,
respectively. (B) BLM triggers the phosphorylation of T52 on MVP, which together with the
phosphorylated S864 mediates 14-3-3ε binding. DM: double-mutant MVP (T52A/S864A);
IP: immunoprecipitation; IB: immunoblotting.
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MVP mutants exert more drug resistance activity to BLM. Either wild-type (WT) MVP or
the site-specific MVP mutants (T52A, S864A and T52A/S864A (DM)) was individually
transfected into HEK-293T cell and HCC cell, respectively. Subcellular fractions were
extracted after BLM treatment and analyzed with the indicated antibodies by
immunoblotting. A: In HEK-293T cells, the cytoplasmic fractions are shown in Figure 6B;
B: In HCC cells. C: Cytoplasmic fraction. GAPDH was used as the loading control for the
cytoplasmic fractions; H: HCl-extracted histone fraction. H3 was used as the loading control
for γ-H2AX (histone fractions).
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Proposed mechanism for 14-3-3ε interfering with MVP-mediated vault assembly to increase
BLM-induced DNA damage. Previous model proposed that MVP-assembled vault particles
can compartmentalize drugs into their hollow cavity, and through coordinating with
exocytotic vesicles or efflux pumps such as P-gp, MRP1 and breast resistance protein
(BCRP) to extrude drugs from the cells(indicated by black arrows)16. Here, we propose that
14-3-3 dimer, in a phosphorylation-dependent manner, binds to MVP monomer. The
binding may interfere with MVP-mediated vault assembly or inhibit the exchange between
MVP monomer and vault-mounted MVP molecule, which leads to reduce the numbers of
intact functional vault particles for the subsequent BLM extrusion, thereby, resulting in
increase of BLM molecules accumulated at their targets followed by DNA damage and
elevated cellular DDR(indicated by red arrows).
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Table 1
Summary of the peptides sequenced for 14-3-3ε and MVP respectively by LC-MS/MS.
Protein name Peptide sequence MH+ z Score
14-3-3 protein epsilon (IPI00000816.1)a R.YDEMVESMK.K 1131.46967 2 2.62
K.EALQDVEDENQ.- 1289.54918 2 2.70
K.EAAENSLVAYK.A 1194.60009 2 2.81
R.YLAEFATGNDR.K 1256.59059 2 3.69
K.AASDIAM*TELPPTHPIR.L 1838.95081 3 3.96
K.VAGMDVELTVEER.N 1450.72852 2 3.68
R.DNLTLWTSDMQGDGEEQNK.E 2180.94007 2 5.87
R.NLLSVAYKNVIGAR.R 1517.87984 2 3.27
K.DSTLIMQLLR.D 1198.71732 2 3.02
K.AAFDDAIAELDTLSEESYK.D 2094.00314 2 5.88
major vault protein (MVP) (IPI00000105.4)a K.AQQLAEVEVK.K 1117.62906 2 3.32
R.ALQPLEEGEDEEK.V 1486.69076 2 2.98
R.VPHNAAVQVYDYR.E 1531.76520 2 2.95
R.DLAVAGPEMQVK.L 1260.66955 2 3.12
K.ALLDFEDK.D 956.52054 2 2.80
K.AQALAIETEAELQR.V 1548.84981 2 4.29
R.GAVASVTFDDFHK.N 1393.67466 2 3.79
R.VASGPSPGEGISPQSAQAPQAPGDNHVVPVLR.- 3122.60565 3 5.26
R.TAVFGFETSEAK.G 1286.62631 2 3.15
K.VSHQAGDHWLIR.G 1421.74756 2 2.75
R.IPPYHYIHVLDQNSNVSR.V 2155.11221 2 5.11
R.SVQLAIEITTNSQEAAAK.H 1877.00535 2 3.97
R.QAIPLDENEGIYVQDVK.T 1933.99445 2 3.93
R.LAQDPFPLYPGEVLEK.D 1815.95273 2 2.90
R.DQAVFPQNGLVVSSVDVQSVEPVDQR.T 2815.42998 2 4.38
R.DAQGLVLFDVTGQVR.L 1617.85950 2 4.37
R.AVIGSTYMLTQDEVLWEK.E 2083.04162 2 4.23
K.VVAGDEWLFEGPGTYIPR.K 2009.02060 2 4.87
R.KELLELEALSMAVESTGTAK.A 2132.19071 2 4.27
K.ELLELEALSMAVESTGTAK.A 2004.09575 2 5.27
R.KEVEVVEIIQATIIR.Q 1740.02656 2 5.55
R.VVFGPELVSLGPEEQFTVLSLSAGR.P 2643.47804 2 4.71
a
Protein accession number. M* represents the oxidized Met residue.
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